Exogenous HS contributes to recovery of ischemic post-conditioning-induced cardioprotection by decrease of ROS level via down-regulation of NF-κB and JAK2-STAT3 pathways in the aging cardiomyocytes by unknown
Li et al. Cell Biosci  (2016) 6:26 
DOI 10.1186/s13578-016-0090-x
RESEARCH
Exogenous H2S contributes to recovery 
of ischemic post-conditioning-induced 
cardioprotection by decrease of ROS level 
via down-regulation of NF-κB and JAK2-STAT3 
pathways in the aging cardiomyocytes
Lina Li1,2†, Meixiu Li1,2†, Youyou Li1,2, Weiming Sun1,2, Yuehong Wang1,2, Shuzhi Bai1,2, Hongxia Li1,2, Bo Wu1,2, 
Guangdong Yang3, Rui Wang3, Lingyun Wu3, Hongzhu Li1,2* and Changing Xu1,2*
Abstract 
Background: Hydrogen sulfide (H2S), a third member of gasotransmitter family along with nitric oxide and carbon 
monoxide, generated from mainly catalyzed by cystathionine-lyase, possesses important functions in the cardiovas-
cular system. Ischemic post-conditioning (PC) strongly protects against the hypoxia/reoxygenation (H/R)-induced 
injury and apoptosis of cardiomyocytes. However, PC protection is ineffective in the aging cardiomyocytes. Whether 
H2S restores PC-induced cardioprotection by decrease of reactive oxygen species (ROS) level in the aging cardiomyo-
cytes is unknown.
Methods: The aging cardiomyocytes were induced by treatment of primary cultures of neonatal cardiomyocytes 
using d-galactose and were exposed to H/R and PC protocols. Cell viability was observed by CCK-8 kit. Apoptosis was 
detected by Hoechst 33342 staining and flow cytometry. ROS level was analyzed using spectrofluorimeter. Related 
protein expressions were detected through Western blot.
Results: Treatment of NaHS (a H2S donor) protected against H/R-induced apoptosis, cell damage, the expression 
of cleaved caspase-3 and cleaved caspase-9, the release of cytochrome c (Cyt c). The supplementation of NaHS also 
decreased the activity of LDH and CK, MDA contents, ROS levels and the phosphorylation of IκBα, NF-κB, JNK2 and 
STAT3, and increased cell viability, the expression of Bcl-2, the activity of SOD, CAT and GSH-PX. PC alone did not pro-
vide cardioprotection in H/R-treated aging cardiomyocytes, which was significantly restored by the addition of NaHS. 
The beneficial role of NaHS was similar to the supply of N-acetyl-cysteine (NAC, an inhibitor of ROS), Ammonium pyr-
rolidinedithiocarbamate (PDTC, an inhibitor of NF-κB) and AG 490 (an inhibitor of JNK2), respectively, during PC.
Conclusion: Our results suggest that exogenous H2S contributes to recovery of PC-induced cardioprotection by 
decrease of ROS level via down-regulation of NF-κB and JAK2/STAT3 pathways in the aging cardiomyocytes.
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Background
Hydrogen sulfide (H2S) has been recognized as a physi-
ological mediator with a variety of functions [1]. Endog-
enous H2S production is mainly catalysed by cystathionine 
β-synthase (CBS), cystathionine-γ-lyase (CSE) and 3-mer-
captosulphurtransferase (3-MPST) [2]. Among them, CSE 
is a key enzyme in the production of endogenous H2S in 
the cardiovascular system and the deficiency of CSE leads 
to decreased endogenous H2S level and appeared a series 
of diseases in the cardiovascular system [3–5]. As an 
important gasotransmitter in the cardiovascular system, 
H2S plays an important role of inhibiting cardiovascular 
diseases, such as anti-ischemia/reperfusion (I/R), anti-ath-
erosclerosis, anti-inflammation, vasodilatation, anti-oxi-
dation, etc. by regulating protein modification, signaling 
pathways, ion channel protein and metabolism [2–6].
Myocardial ischemia (hypoxia)/reperfusion (reoxygen-
ation) causes cardiomyocytes injury, including cardiomy-
ocytes apoptosis and necrosis by increase of free radical 
generation, calcium overload and the adhesion of leuko-
cytes [7, 8]. Reactive oxygen species (ROS) are increased 
during I/R then lead to cell death [9]. The signaling 
pathways involved in ROS generation, such as nuclear 
actor–kappa B (NF-κB) and janus kinase-2 (JAK2)-signal 
transducer and activator of transcription 3 (STAT3) path-
ways, have been investigated intensively [10, 11]. As we 
all know, ischemic post-conditioning (PC) is one of the 
most powerful endogenous cardioprotective mechanisms 
[12, 13]. PC can inhibit I/R-induced cardiomyocytes 
injury via decrease of ROS. However, the beneficial effect 
of PC has been documented in the young heart of every 
species tested [13, 14], but this response is attenuated or 
loss in the aged heart [8, 9, 15, 16].
It was previously reported that H2S is involved in PC-
induced myocardial protective effects in the young hearts 
[17]. Our previous study indicated that exogenous H2S 
recovered cardioprotection from PC by activation of PI3K-
Akt-GSK-3β pathway in isolated aging rat hearts and via 
inhibiting mPTP opening in the aging cardiomyocytes [8, 
9]. However, whether H2S plays a key role in the recovery 
of PC-induced cardioprotection by decrease of ROS level 
via down-regulating NF-κB and JAK2-STAT3 pathways 
in the aging cardiomyocytes is unknown. In the present 
study, we first evaluated the effect of PC on ROS-induced 
injury and apoptosis during hypoxia/reoxygenation (H/R) 
in the aging cardiomyocytes. Next, we examined whether 
exogenous H2S restored PC protection though inhibiting 
ROS generation in the aging cardiomyocytes. Further-
more, we focused on the mechanism of ROS generation, 
including NF-κB and JAK2-STAT3 pathways, and the role 
that exogenous H2S played during this process.
Methods
Materials
Sodium hydrogen sulfide (NaHS), N-acetyl-cysteine 
(NAC, an inhibitor of reactive oxygen species, ROS), 
Ammonium pyrrolidinedithiocarbamate (PDTC, a NF-κB 
inhibitor), AG 490 (a JNK2 inhibitor) were purchased 
from Sigma Chemical Co. (St. Louis, MO, USA). The 
anti-cleaved caspase-3 and -9, Bcl-2, cytochrome c (Cyt 
c), and GAPDH were from proteintech (Wuhan, China). 
Hoechst 33342 were from Santa Cruz (Bergheimer, Ger-
many). The anti-IκBα-NF-κB and JNK2-STAT3 anti-
bodies were obtained from Cell Signaling Technology 
(Danvers, USA). Assay kits for malondialdehyde (MDA), 
superoxide dismutase (SOD), Glutathione peroxidase 
(GSH-PX), catalase (CAT), lactate dehydrogenase (LDH), 
creatine kinase (CK) and ROS were purchased from Nan-
jing Jiancheng Bioengineering Institute (Nanjing, China). 
All other chemicals were from Sigma or Santa Cruz.
Primary culture of cardiomyocytes
Primary cultures of neonatal cardiomyocytes were pre-
pared as previously described [7, 8]. Newborn Wistar 
rats, aged 1–3  days and weighing 5–8  g, were used for 
this study. All animal experiments were conducted in 
compliance with the Guide for the Care and Use of 
Laboratory Animals published by the China National 
Institutes of Health and approved by the Animal Care 
Committees of Harbin Medical University, China. Briefly, 
cells were dissociated from minced hearts of 1- to 3-day 
neonatal Wistar rats with a 0.25  % solution of crude 
trypsin. Cells were cultured as monolayers at a density of 
5 × 104 cells/cm2 in Dulbecco’s modified Eagle medium 
(DMEM) equilibrated with humidified air containing 5 % 
CO2 at 37 °C. The medium contained 10 % calf serum and 
2 μM fluorodeoxyuridine, the latter to prevent prolifera-
tion of non-myocytes.
The aging cardiomyocytes induced by d‑galactose 
and established model of hypoxia/reoxygenation
The treatment for d-galactose induction was as previ-
ously described [8, 18, 19]. Briefly, 10 g/L d-galactose was 
added to the cardiomyocytes in the culture cluster for 
48 h.
A hypoxic condition was produced by D-Hank solution 
saturated with 95 % N2 and 5 % CO2. The pH was regu-
lated to 6.8 with lactate to mimic ischemic solution. The 
aging cardiomyocytes were put into a hypoxic incuba-
tor that was equilibrated with 1 % O2/5 % CO2/94 % N2. 
After hypoxia, the culture medium was rapidly replaced 
with fresh DMEM with 10  % fetal bovine serum (nor-
moxic culture solution) for initiating reoxygenation.
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Experimental protocols
The aging cardiomyocytes were randomly divided into 
the following six groups. Each group included eight sam-
ples (n  =  8) (Fig.  1): (1) Control group (Control): The 
aging cardiomyocytes were cultured for 9  h with 10  % 
fetal bovine serum-DMEM; (2) Hypoxia/reoxygenation 
group (H/R): The aging cardiomyocytes were exposed 
to hypoxic culture medium for 3 h and reoxygenated for 
6 h by replacing the hypoxic culture medium with fresh 
DMEM with 10 % fetal bovine serum; (3) H/R + NaHS 
group: The procedure was similar to that for group 2, 
except that 100 μM NaHS were added in 6 h reoxygena-
tion; (4) PC group: At the end of 3 h of hypoxia, the aging 
cardiomyocytes were exposed to normoxic culture solu-
tion for 5 min, after which cells were placed in hypoxic 
solution for 5 min. The PC cycle was repeated three times 
and followed by 6  h of reoxygenation; (5) PC  +  NaHS 
group: At the end of 3  h of hypoxia, initiated immedi-
ately at the onset of reoxygenation, 100 μM NaHS were 
given at the onset of reoxygenation for 5  min follow-
ing with 5  min hypoxia. This protocol was repeated for 
another two times. The cells were then treated as those 
of group 3; (6) PC + NAC (or PDTC, or AG490) group: 
5 mM NAC (or 100 μM PDTC or 100 μM AG490) were 
added to the medium 40 min before the end of hypoxia. 
The cells were then treated as those of group 4.
Cell viability assay
Cell viability was measured by Cell Counting Kit-8 (CCK-
8). Cells were seeded in 96-well plates at a concentra-
tion of 3 × 103 cells/well. After 24 h of each treatment, 
10 μl was added to each well of CCK-8 immediately. Sub-
sequently, they were incubated for 2 h at 37  °C. Using a 
microplate spectrophotometer, the plates were read at 
570 nm (A570) to determine their optical density.
Measurement of MDA level, LDH, CK, CAT,GSH‑PX and SOD 
activities
The activity of LDH, CK, SOD, CAT and GSH-PX and the 
content of MDA in the cell culture medium were meas-
ured spectrophotometrically with a commercially avail-
able assay kit according to manufacturer’s introduction.
Apoptotic aate of cells by flow cytometry assay 
and Hoechst 33342 staining
The apoptotic rate was measured by flow cytometry as 
described previously [7, 8]. Cells were washed three times 
with ice-cold PBS, and then stained with annexin V-flu-
orescein isothiocyanate for 15 min at room temperature 
in 200 μl binding buffer. Next, 300 μl binding buffer was 
added, and the cells were stained with propidium iodide 
for 30 min at 4 °C. The fluorescence of the cells was ana-
lyzed by flow cytometry. The percentage of apoptotic 
cells was determined using Mod Fit LT software (Verity 
Software House Inc., Topsham, ME, USA).
Cells were analyzed for apoptosis after visualization of 
nuclei morphology with fluorescent DNA-binding dye 
Hoechst 33342, as described previously [8]. After treat-
ment, cells were rinsed with PBS and incubated with 
5  μg/ml Hoechst 33342 for 10  min. Nuclei were visual-
ized at 400× magnification using fluorescent microscopy 
at an excitation wavelength of 330–380  nm. Apoptotic 
nuclei of cells were assessed by counting the number of 
cells that displayed nuclear morphology changes, such as 
chromatin condensation and fragmentation.
Measurement of intracellular ROS level
ROS generation was estimated using a ROS assay kit. 
Cells were seeded in 12-well plate (1 × 106 cells/sample) 
and exposed to different treatments. Intracellular ROS 
oxidizes non-fluorescent DCFH into fluorescent DCF, 
and then observed by a fluorescence microscope. The 
ROS level was reflected by the fluorescence intensity.
Western blotting analysis
The related protein expressions was measured by West-
ern blot as described previously [7, 8, 13]. Brifely, equal 
amounts of proteins were subjected to sodium dodecyl 
sulfatepolyacrylamide gel electrophoresis and blotted 
on polyvinylidene fluoride membranes. The membranes 
Fig. 1 Summary of experimental treatments protocol. The aging 
cardiomyocytes were exposed to hypoxic culture medium for 3 h and 
reoxygenated for 6 h by replacing the hypoxic culture medium with 
fresh DMEM with 10 % fetal bovine serum. For details of ischemic 
post-conditioning, NaHS, NAC, PDTC and AG 490 treatments see text
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were incubated with antibodies against cleaved-3 and -9, 
Bcl-2, p-IκBα/t- IκBα, p-NF-κB/t-NF-κB and GAPDH. 
The secondary antibody was goat anti-rat immunoglobu-
lin G. The intensities of the protein bands were quantified 
by a Bio-Rad ChemiDoc™ EQ densitometer and Bio-Rad 
Quantity One software (Bio-Rad Laboratories). The pro-
tein concentration was quantified using the BCA Protein 
Assay kit (Beyotime, Nantong, China).
Detection of Cyt c release from mitochondrial
Western blot analysis of Cyt c in the cytosolic fraction 
was performed as described previously [7, 8]. Briefly, 
cells were harvested, washed twice with ice-cold PBS, 
and incubated in ice-cold Tris-sucrose buffer (0.35  mM 
sucrose, 10  mM Tris–HCl at pH 7.5, 1  mM EDTA, 
0.5  mM dithiothreitol, 0.1  mM phenylmethylsulphonyl 
fluoride). After a 40  min incubation, cells were centri-
fuged at 1000×g for 5  min at 4  °C and the supernatant 
was further centrifuged at 40,000×g for 30 min at 4  °C. 
The supernatant was retained as the cytosolic fraction 
and analyzed by Western blot with a primary rat anti-
Cyt c monoclonal antibody and a secondary goat anti-rat 
immunoglobulin G (Promage). GAPDH expression was 
used as the control.
Statistical analysis
All data were expressed as the mean  ±  SE and repre-
sented at least three independent experiments. Statistical 
comparisons were made using student’s t test or one-way 
ANOVA followed by a post hoc analysis (Tukey test) 
where applicable. Significance level was set at p < 0.05.
Results
The change of cell viability and LDH and CK activities
Cell viability was reduced and the activity of LDH and 
CK was increased in the H/R group (p < 0.05 versus con-
trol group) and could be reversed by NaHS co-treatment. 
The cell viability of the PC group was similar to the H/R 
group. Compared with the H/R + NaHS group, cell via-
bility was obviously increased in the PC + NaHS group 
(p < 0.05), The beneficial role of PC + NaHS on the these 
indexes was similar to PC + NAC (or PDTC, or AG 490), 
respectively (Fig. 2a–c).
The change of apoptosis
Results of flow cytometry assay and Hoechst 33342 stain-
ing showed that H/R significantly increased the apoptosis 
rate than that in control group (p < 0.05). H/R + NaHS 
makedly decreased the apoptosis rate (p < 0.05 versus the 
H/R group). The apoptosis rate of the PC group was simi-
lar to the H/R group. Compared with the H/R + NaHS 
group, the apoptosis rate was further decreased in the 
PC  +  NaHS group. The effect of PC  +  NaHS on the 
apoptosis rate was similar to PC +  NAC (or PDTC, or 
AG 490), respectively (Fig. 3a–b).
The change of apoptotic relative factors
Figure  4 showed that the expression of pro-apoptotic 
factors (cleaved caspase-3, cleaved caspase-9 and Cyt c) 
and anti-apoptotic factors (Bcl-2) was increased in the 
H/R group compared with the control group (p < 0.05). 
Compared with H/R, H/R  +  NaHS decreased expres-
sion of pro-apoptotic factors but increased expres-
sion of anti-apoptotic factors (p  <  0.05). The results of 
the PC group were similar to those of the H/R group. 
PC  +  NaHS treatment significantly decreased the 
Fig. 2 The effect of exogenous H2S on the cell viability and LDH 
and CK activities. a Cell viability was measured by CCK-8 kit. LDH (b) 
and CK (c) activities were detected in the cell culture medium. All 
data are mean ± SEM of eight determinations. *p < 0.05 vs. control 
group; #p < 0.05 vs. H/R group; &p < 0.05 vs. PC group; $p < 0.05 vs. 
H/R + NaHS group
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Fig. 3 The effect of exogenous H2S on the apoptosis. a Detection of nuclear morphology in apoptotic cells by Hoechst 33342 staining. Apoptotic 
cells were identified as cells with condensed, disrupted nuclei (arrow, Hoechst staining, ×400). Scale bar = 100 μm. Apoptotic cells in at least five 
random fields were counted. b Apoptosis analyzed by flow cytometry. All data were from four independent experiments. *p < 0.05 vs. control 
group; #p < 0.05 vs. H/R group; &p < 0.05 vs. PC group; $p < 0.05 vs. H/R + NaHS group
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expression of pro-apoptotic factors and increased the 
expression of anti-apoptotic factors in comparison with 
the H/R + NaHS (p < 0.05). The effect of PC + NaHS on 
apoptotic relative factors was similar to PC +  NAC (or 
PDTC, or AG 490), respectively (Fig. 4).
The change of oxidative stress related factors
MDA contents and ROS levels were increased and 
the activity of SOD, CAT and GSH-PX was decreased 
in the H/R group (p  <  0.05 versus the control group). 
MDA contents and ROS levels were decreased and the 
Fig. 4 The effect of exogenous H2S on the expression of Bcl-2, cleaved caspase-3 and cleaved caspase-9, cytosolic Cyt c. The intensity of each band 
was quantified by densitometry, and data were normalized to the GAPDH signal. All data were from four independent experiments. *p < 0.05 vs. 
control group; #p < 0.05 vs. H/R group; &p < 0.05 vs. PC group; $p < 0.05 vs. H/R + NaHS group
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activity of SOD, CAT and GSH-PX was increased in the 
H/R + NaHS group (p < 0.05 versus the H/R group). The 
change of these indexes in the PC group was similar to 
that in the H/R group. Compared with the H/R + NaHS, 
PC +  NaHS futher decreased the content of MDA and 
the level of ROS, and increased SOD, CAT and GSH-PX 
activities (p < 0.05). The effect of PC + NaHS on oxida-
tive stress related factors was similar to PC +  NAC (or 
PDTC, or AG 490), respectively (Figs. 5, 6).
The change of NF‑κB pathway
The activity of phosphorylated IκBα and NF-κB in the 
H/R group was significantly higher than that in the con-
trol group (p  <  0.05). The activity of phosphorylated 
IκBα and NF-κB was markedly lower in the H/R + NaHS 
group than in the H/R group (p  <  0.05). The change of 
phosphorylated IκBα and NF-κB activities in the PC 
group were similar to those in the H/R group. In the 
PC +  NaHS group, the activity of phosphorylated IκBα 
and NF-κB was decreased to a larger extent than that in 
the H/R +  NaHS (p  <  0.05). The effect of PC +  NaHS 
on NF-κB pathway was similar to PC  +  NAC or 
PC + PDTC, respectively. The total amount of IκBα and 
NF-κB protein remained unchanged with the different 
stimulations (Fig. 7).
The change of JAK2‑STAT3 pathway
Our results showed that the level of phosphorylated JAK2 
and STAT3 was up-regulated in the H/R group compared 
with those in the control group (p < 0.05). The phospho-
rylation of JAK2 and STAT3 was down-regulated in the 
H/R + NaHS group compared with that in the H/R group 
(p < 0.05). Their changes in the PC group were similar to 
the H/R group. PC +  NaHS significantly decreased the 
phosphorylation of JAK2 and STAT3 in comparison with 
the H/R +  NaHS (p  <  0.05). The effect of PC +  NaHS 
on JAK2-STAT3 pathway was similar to PC +  NAC or 
PC  +  AG 490, respectively. The total amount of JAK2 
and STAT3 protein remained unchanged with different 
stimulations (Fig. 8).
Discussion
Previously, we detected senescence-associated β-gal 
(SA β-gal) activity, rat advanced glycation end products 
(AGEs) content, cell division index and cell cycle proteins 
(cyclin D1 and p21Cip/WAF−1) in treated cardiomyocytes 
with different concentrations of d-galactose for different 
times and found that 10 g/L d-galactose for 48 h success-
fully established the d-galactose-induced aging model of 
cardiomyocytes [8]. According to reports and our previ-
ous results, in the present study, we established cardio-
myocytes aging model using 10 g/L d-galactose for 48 h 
in primary cultures of neonatal cardiomyocytes.
Myocardial H/R causes cardiomyocytes necrosis and 
apoptosis. The mitochondrial pathway is an important 
apoptotic pathway [8, 9, 20, 21]. Cyt c is the initiating 
Fig. 5 The effect of exogenous H2S on MDA content and SOD, CAT 
and GSH-PX activities. SOD (a), CAT (c) and GSH-PX (d) activities 
and MDA (b) content were detected in the cell culture medium. All 
data are mean ± SEM of eight determinations. *p < 0.05 vs. control 
group; #p < 0.05 vs. H/R group; &p < 0.05 vs. PC group; $p < 0.05 vs. 
H/R + NaHS group
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factor of mitochondrial apoptosis pathway. The Cyt c is 
released from injured mitochondria and triggers cyto-
solic caspase-3 activation through formation of the 
cytochrome c/Apaf-1/caspase-9-containing complex 
apoptosome and then lead to apoptosis [8, 9, 20, 21]. 
Bcl-2 belong to a potent inhibitor of apoptosis and inhibit 
the mitochondria disruption and the subsequent Cyt 
c release, and the activation of caspase [8, 9, 20, 21]. PC 
can inhibit H/R-induced cardiomyocytes apoptosis by 
decrease of the mitochondrial apoptotic pathway [8, 9, 
20, 21]. PC protection is mediated by numerous factors, 
including adenosine, bradykinin, and opioid receptors. 
These mediators activate downstream kinases, such as 
ERK1/2, PKC, PI3K/Akt, and p38 MAPK; these media-
tors all converge at the mitochondria, which act as an 
integration point that is critical for cardiomyocytes sur-
vival [7, 8, 13, 14]. However, it was recently reported that 
PC loses its myocardial protective effect in ageing hearts 
[8, 9, 16, 22–24]. The main reason is that aging affects car-
diomyocytes at several subcellular and molecular levels, 
including alterations at the level of the DNA, increased 
oxidative stress, changes in gene/protein expression and 
posttranslational modifications, and the handling of cel-
lular ‘waste’ material by autophagy [8, 9, 16, 22–24]. All 
these alterations decrease the tolerance of cardiomyocytes 
to stress [8, 9, 16, 22–24]. Our results showed that the dif-
ference in cell viability, the apoptotic rate, LDH and CK 
activities and cleaved caspase-9, cleaved caspase-3, Bcl-2 
and Cyt c expression between the H/R and PC groups in 
aging cardiomyocytes was not significant (Figs.  2, 3, 4). 
Fig. 6 The effect of exogenous H2S on ROS levels. DCFH-DA staining followed by photofluorography was carried out to observe intracellular ROS 
levels. Quantitative analysis of the mean fluorescence intensity (MFI) of DCFH-DA with Image-Pro Plus software. Mean ± SEM, n = 4. *p < 0.05 vs. 
control group; #p < 0.05 vs. H/R group; &p < 0.05 vs. PC group; $p < 0.05 vs. H/R + NaHS group
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These results indicate that PC loses protective role against 
H/R injury in the in aging cardiomyocytes. It is consistent 
with our previous results [8, 9, 16].
H2S is a kind of new gas molecules and has a lot of 
physiological function in different tissues and organs [2, 
3, 25, 26]. Especially, it plays an important role in the car-
diovascular system [2, 3, 25, 26]. Endogenous H2S is pro-
duced enzymatically via the cysteine metabolic enzymes 
CSE in the cardiovascular system [2, 3, 25, 26]. Recent 
studies have shown that increased endogenous CSE/H2S 
pathway expression or exogenous H2S is involved in PC-
induced cardioprotection in young rat hearts [17]. Our 
previous data showed that in the aging hearts and car-
diomyocytes, the loss of PC-induced cardioprotection is 
associated with down-regulating the CSE/H2S pathway 
and exogenous H2S restored the beneficial effect of PC [8, 
9, 16]. The present data showed that PC + NaHS (a H2S 
donor) further enhanced the cardioprotective roles of 
H/R + NaHS. These further suggest that exogenous H2S 
involves in the recovery of PC-induced cardioprotection 
in the aging cardiomyocytes (Figs. 2, 3, 4, 5, 6, 7, 8).
Fig. 7 The effect of exogenous H2S on the NF-κB pathway. The phos-
phorylation of IκBα and NF-κB was detected using Western bloting. 
The graphs represent the optical density of the bands of phosphoryl-
ated IκBα and NF-κB normalized with the expression of total IκBα and 
NF-κB, respectively. All data were from three independent experi-
ments. *p < 0.05 vs. control group; #p < 0.05 vs. H/R group; &p < 0.05 
vs. PC group; $p < 0.05 vs. H/R + NaHS group
Fig. 8 The effect of exogenous H2S on the JAK2-STAT3 pathway. The 
phosphorylation of JAK2 and STAT3 was detected using Western 
bloting. The graphs represent the optical density of the bands of 
phosphorylated JAK2 and STAT3 normalized with the expression of 
total JAK2 and STAT3, respectively. All data were from three independ-
ent experiments. *p < 0.05 vs. control group; #p < 0.05 vs. H/R group; 
&p < 0.05 vs. PC group; $p < 0.05 vs. H/R + NaHS group
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H/R induces ROS generation. ROS promotes produc-
tion of end product of lipid peroxidation, such as MDA 
[9, 27]. MDA can damage tissues and cells. At the same 
time, the level of MDA reflects the extent of ROS. The 
overproduction of ROS can be detoxified by endogenous 
antioxidants, causing their cellular stores to be depleted 
[9, 28]. SOD, CAT and GSH-PX, as free radical scaven-
gers, mainly scavenge hydrogen peroxide (H2O2) and 
hydroxyl free radicals (OH•), finally reduce cell injury 
from oxidative stress [9, 29]. A number of signaling path-
ways involve in generation of ROS. Among them, NF-κB 
and JAK2-STAT3 pathways are important [10, 11]. NF-κB 
regulates expression of a variety of genes involved in 
immune responses, inflammation, proliferation, and pro-
grammed cell death (apoptosis) [30]. In homeostatic cells, 
NF-κB remains in the cytoplasm in its inactive form, 
associated with proteins that inhibit the κB site called κB 
inhibitors (IκB). IκBα is one of seven isoforms of IκB [10]. 
IκBα phosphorylation and degradation promote NF-κB 
phosphorylation and then increases NF-κB nuclear 
translocation and transcriptional activity. Translocated 
NF-κB induces generation of ROS [30]. The JAK2-STAT3 
signaling pathway affects cell proliferation, migration, 
growth, differentiation and death [11, 31]. Meanwhile, 
the JAK2-STAT3 pathway also is a highly evolutionarily 
conserved pathway that is involved in growth and devel-
opment and controls communication among cells, signal-
ing transduction in the cytoplasm and gene transcription 
in the nucleus [11, 32]. It was recently reported that the 
JAK2-STAT3 pathway up-regulates oxidative stress and 
increases ROS levels [11, 33, 34]. Many researches indi-
cated that H/R promoted NF-κB phosphorylations and 
activated JAK2/STAT3 pathway [11, 33, 34]. We showed 
here that compared with H/R, H/R  +  NaHS decreased 
ROS levels and apoptosis, down-regulated NF-κB and 
JAK2-STAT3 pathways. PC  +  NaHS further enhanced 
the effects of H/R + NaHS. The effect of NaHS was simi-
lar to NAC (an inhibitor of ROS), PDTC (a NF-κB inhibi-
tor), AG 490 (a JNK2 inhibitor) during PC, respectively 
(Figs. 2, 3, 4, 5, 6, 7, 8). Taken together, these findings sug-
gest that exogenous H2S plays an important role in the 
recovery of PC-induced cardioprotection by inhibiting 
ROS generation through decrease of NF-κB and JAK2-
STAT3 pathways.
Conclusion
In conclusion, previous study and current results indi-
cated that exogenous H2S contributes to recovery of 
ischemic post-conditioning-induced cardioprotection by 
decrease of ROS levels via down-regulation of NF-κB and 
JAK2-STAT3 pathways and up-regulation of PI3K-Akt-
GSK-3β pathway in the aging hearts and cardiomyocytes 
(Fig. 9).
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Fig. 9 Involvement of exogenous H2S in recovery of PC-induced 
cardioprotection in the aging cardiomyocytes. Exogenous H2S medi-
ates recovery of PC-induced cardioprotection via decrease of ROS 
level by down-regulation of NF-κB and JAK2-STAT3 pathways and 
up-regulation of PI3K-Akt-GSK-3β pathway in the aging hearts and 
cardiomyocytes
Page 11 of 11Li et al. Cell Biosci  (2016) 6:26 
•  We accept pre-submission inquiries 
•  Our selector tool helps you to find the most relevant journal
•  We provide round the clock customer support 
•  Convenient online submission
•  Thorough peer review
•  Inclusion in PubMed and all major indexing services 
•  Maximum visibility for your research
Submit your manuscript at
www.biomedcentral.com/submit
Submit your next manuscript to BioMed Central 
and we will help you at every step:
References
 1. Kimura H. Hydrogen sulfide: its production and functions. Exp Physiol. 
2011;96:833–5.
 2. Li HZ, Mani S, Cao W, Yang G, Lai C, Wu L, Wang R. Interaction of hydrogen 
sulfide and estrogen on the proliferation of vascular smooth muscle cells. 
PLoS One. 2012;7:e41614.
 3. Mani S, Li HZ, Untereiner A, Wu L, Yang G, Austin RC, Dickhout JG, Lhoták 
Š, Meng QH, Wang R. Decreased endogenous production of hydrogen 
sulfide accelerates atherosclerosis. Circulation. 2013;127:2523–34.
 4. Wang R. Two’s company, three’s a crowd: can H2S be the third endog-
enous gaseous transmitter? FASE J. 2002;16:1792–8.
 5. Wang R. The gasotransmitter role of hydrogen sulfide. Antioxid Redox 
Signal. 2003;5:493–501.
 6. Yang G, Wu L, Jiang B, Yang W, Qi J, Cao K, Meng Q, Mustafa AK, Mu W, 
Zhang S, Snyder SH, Wang R. H2S as a physiologic vasorelaxant: hyper-
tension in mice with deletion of cystathionine gamma-lyase. Science. 
2008;322:587–90.
 7. Li HZ, Wei C, Gao J, Bai SZ, Li HX, Zhao YJ, Li H, Han LP, Tian Y, Yang G, 
Wang R, Wu L, Xu CQ. Mediation of dopamine D2 receptors activation 
in post-conditioning-attenuated cardiomyocyte apoptosis. Exp Cell Res. 
2014;323:118–30.
 8. Li HZ, Zhang C, Sun WM, Li LN, Wu B, Bai SZ, Li H, Zhong X, Wang R, 
Wu L, Xu CQ. Exogenous hydrogen sulfide restores cardioprotection of 
ischemic post-conditioning via inhibition of mPTPopening in the aging 
cardiomyocytes. Cell Biosci. 2015;5:43.
 9. Li HZ, Wang YH, Wei C, Bai SZ, Zhao YJ, Li HX, Wu B, Wang R, Wu LY, Xu CQ. 
Mediation of exogenous hydrogen sulfide in recovery of ischemic post-
conditioning-induced cardioprotection via down-regulating oxidative 
stress and up-regulating PI3K/Akt/GSK-3β pathway in isolated aging rat 
hearts. Cell Biosci. 2015;5:11.
 10. Zabot GP, Carvalhal GF, Marroni NP, Hartmann RM, da Silva VD, Fillmann 
HS. Glutamine prevents oxidative stress in a model of mesenteric 
ischemia and reperfusion. World J Gastroenterol. 2014;20:11406–14.
 11. Duan W, Yang Y, Yi W, Yan J, Liang Z, Wang N, Li Y, Chen W, Yu S, Jin Z, Yi 
D. New role of JAK2/STAT3 signaling in endothelial cell oxidative stress 
injury and protective effect of melatonin. PLoS One. 2013;8:e57941.
 12. Kloner RA, Bolli R, Marban E, Reinlib L, Braunwald E. Medical and cellular 
implications of stunning, hibernation, and preconditioning: an NHLBI 
workshop. Circulation. 1998;97:1848–67.
 13. Wang WW, Zhang H, Xue G, Zhang L, Zhang W, Wang L, Lu FH, Li HZ, 
Bai SZ, Lin Y, Lou Y, Xu CQ, Zhao YJ. Exercise training preserves ischemic 
preconditioning in aged rat hearts by restoring the myocardial polyam-
inepool. Oxid Med Celluar Longev. 2014;2014:457429.
 14. Skyschally A, van Caster P, Iliodromitis EK, Schulz R, Kremastinos DT, 
Heusch G. Ischemic postconditioning: experimental models and protocol 
algorithms. Basic Res Cardiol. 2009;104:469–83.
 15. Boengler K, Schulz R, Heusch G. Loss of cardioprotection with ageing. 
Cardiovasc Res. 2009;83:247–61.
 16. Wei C, Zhao Y, Wang LN, Peng X, Li H, Zhao YJ, He YQ, Shao HJ, Zhong X, Li 
HZ, Xu CQ. H2S restores the cardioprotection from ischemic post-condi-
tioning in isolated aged rat hearts. Cell Biol Int. 2015;39:1173–6.
 17. Ji Y, Pang QF, Xu G, Wang L, Wang JK, Zeng YM. Exogenous hydrogen 
sulfide postconditioning protects isolated rat hearts against ischemia-
reperfusion injury. Eur J Pharmacol. 2008;587:1–7.
 18. Liu J, Wang J, Chen X. Ginkgo biloba extract EGB761 protects against 
aging-associated diastolic dysfunction in cardiomyocytes of d-galactose-
induced aging rat. Oxid Med Celluar Longev. 2012;2012:418748.
 19. Chen B, Zhong Y, Peng W, Sun Y, Kong WJ. Agerelated changes in the 
central auditory system: comparison of d-galactose-induced aging rats 
and naturally aging rats. Brain Res. 2010;1344:43–53.
 20. Li HZ, Guo J, Gao J, Han LP, Jiang CM, Li HX, Bai SZ, Zhang WH, Li GW, 
Wang LN, Li H, Zhao YJ, Lin Y, Tian Y, Yang GD, Wang R, Wu LY, Yang BF, 
Xu CQ. Role of dopamine D2 receptors in ischemia/reperfusion induced 
apoptosis of cultured neonatal rat cardiomyocytes. J Biomed Sci. 
2011;18:18.
 21. Chen Z, Chua CC, Ho YS, Hamdy RC, Chua BH. Overexpression of Bcl-2 
attenuates apoptosis and protects against myocardial I/R injury in trans-
genic mice. Am J Physiol Heart Circ Physiol. 2001;280:H2313–20.
 22. Boengler K, Schulz R, Heusch G. Loss of cardioprotection with ageing. 
Cardiovasc Res. 2009;83:247–61.
 23. Jahangir A, Sagar S, Terzic A. Aging and cardioprotection. J Appl Physiol. 
2007;103:2120–8.
 24. Chen Q, Ross T, Hu Y, Lesnefsky EJ. Blockade of electron transport at the 
onset of reperfusion decreases cardiac injury in aged hearts by protect-
ing the inner mitochondrial membrane. J Aging Res. 2012;2012:753949.
 25. Yang GD, Li HZ, Tang GH, Wu LY, Zhao KX, Cao QH, Xu CQ, Wang R. 
Increased neointimal formation in cystathionine gamma-lyase deficient 
mice: role of hydrogen sulfide in α5β1-integrin and matrix metal-
loproteinase-2 expression in smooth muscle cells. J Mol Cell Cardiol. 
2012;52:677–88.
 26. Yang GD. Hydrogen sulfide in cell survival: a double-edged sword. Expert 
Rev Clin Pharmacol. 2011;4:33–47.
 27. Candelario-Jalil E, Mhadu NH, Al-Dalain SM, Martinez G, Leon OS. Time 
course of oxidative damage in different brain regions following transient 
cerebral ischemia in gerbils. Neurosci Res. 2001;41:233–41.
 28. Niizuma K, Yoshioka H, Chen H, Kim GS, Jung JE, Katsu M, Okami N, Chan 
PH. Mitochondrial and apoptotic neuronal death signaling pathways in 
cerebral ischemia. Biochim Biophys Acta. 2010;1802:92–9.
 29. Chan PH. Reactive oxygen radicals in signaling and damage in the 
ischemic brain. J Cerebr Blood F Met. 2001;21:2–14.
 30. Gupta S, Purcell NH, Lin A, Sen S. Activation of nuclear factor-kB is 
necessary for myotrophin-induced cardiac hypertrophy. J Cell Bio. 
2002;159:1019–28.
 31. Duan W, Yang Y, Yan J, Yu S, Liu J, Zhou J, Zhang J, Jin Z, Yi D. The effects 
of curcumin posttreatment against myocardial ischemia and reperfusion 
by activation of the JAK2/STAT3 signaling pathway. Basic Res Cardiol. 
2012;107:63.
 32. Kang JW, Lee SM. Melatonin inhibits type 1 interferon signaling of tolllike 
receptor 4 via heme oxygenase-1 induction in hepatic ischemia/reperfu-
sion. J Pineal Res. 2012;53:67–76.
 33. Carballo M, Conde M, El Bekay R, Martín-Nieto J, Camacho MJ, Montesei-
rín J, Conde J, Bedoya FJ, Sobrino F. Oxidative stress triggers STAT3 tyros-
ine phosphorylation and nuclear translocation in human lymphocytes. J 
Biol Chem. 1999;274:17580–6.
 34. Tawfik A, Jin L, Banes-Berceli AK, Caldwell RB, Ogbi S, Shirley A, Barber D, 
Catravas JD, Stern DM, Fulton D, Caldwell RW, Marrero MB. Hyperglycemia 
and reactive oxygen species mediate apoptosis in aortic endothelial cells 
through Janus kinase 2. Vascul Pharmacol. 2005;43:320–6.
